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HIV-1 Co-Receptor Detection Set

CATALOG No.: PSI-1818

BACKGROUND:

Human immunodeficiency virus (HIV-1) and related viruses
such as HIV-2 and SIV require coreceptors to infect target
cells. The G protein-coupled receptors CCR3, CCR5 and
CXCR4 are the principal receptors for HIV fusion and entry
of target cells (1-4). CCR3 and CCR5 promote efficient
infection of microglia, the major target cells in the CNS (3,4).
Eotaxin, the CCR3 ligand and an anti-CCR3 antibody
inhibited HIV infection of microglia. CCR5 is a principal
coreceptor for macrophage- and dual-tropic HIV-1 strains
fusion and entry of human white blood cells (2,5). The
amino-terminal domain and the extracellular loops of CCR5
serve as HIV biding sites (6,7). High levels of CCR3 and
CXCR4 expression were found on the neurons from both the
central and peripheral nervous systems (8). CXCR4 is a
principal coreceptor for T-cell tropic strains of HIV-1 fusion
and entry of human white blood cells (1). CXCR4 is also
required for the infection by dual-tropic strains of HIV-1 and
mediates CD-4 independent infection by HIV-2 (9,10).
CXCR4 associates with the surface CD4-gp120 complex
before HIV enters target cells (11). Antibodies to CXCR4
block HIV-1 and HIV-2 fusion and infection of human target
cells (10,12). The amino-terminal domain and the second
extracellular loop of CXCR4 serve as HIV binding sites
(12,13). Another G protein-coupled receptor CCR8 was also
found to serve as a coreceptor for diverse T-cell tropic, dual-
tropic and macrophage-tropic HIV-1 strains (14). CCR8
mediates CC chemokine 1-309 induced monocyte
chemoattraction and HIV-1 envelope fusion and virus
infection, which can be prevented by the CCR8 ligand 1-309
(15). Other proteins that can function as viral cofactors
include Bonzo, CX3CR1, DC-SIGN, and GPR15 (16-19).

KIT CONTENTS:

Bonzo antibody (NT2), Catalog No. 2209 (50ug).
CCR3 antibody (CT), Catalog No. 1105 (50u9).
CCRS5 antibody (NT), Catalog No. 1112 (50u9).
CCRS8 antibody (EL), Catalog No. 2097 (50uQ).
CX3CR1 antibody (NT), Catalog No. 2093 (50u9).
CXCR4 antibody (NT), Catalog No. 1009 (50uQ).
DC-SIGN antibody (ED), Catalog No. 2349 (50ug).
GPR15 antibody (NT), Catalog No. 2101 (50u9).

SOURCE:

Rabbit polyclonal antibodies were raised against peptides
corresponding to amino acid sequences from each of the
corresponding proteins.

STORAGE:

Antibodies are supplied as affinity chromatography purified
IgG in PBS containing 0.02% sodium azide. Antibodies
should be stored at -20°C.
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APPLICATION:

These polyclonal antibodies can be used for detection of
Bonzo, CCR3, CCR5, CCR8, Cx3CR1, CXCR4, DC-SIGN
and GPR15 by immunoblot at 0.5 — 2 pg/ml. Some of these
antibodies can also be used at 1 — 20 pg/ml to detect their

respective  proteins via  immunohistochemistry
immunocytochemistry. For research use only.

POSITIVE CONTROLS:

Bonzo antibody: Human Spleen Tissue Lysate,
Catalog No. 1306.

CCR3 antibody: Human Spleen Tissue Lysate,
Catalog No. 1306.

CCRS5 antibody: THP-1 Cell Lysate, Catalog No. 1208.

CCR8 antibody: Human Spleen Tissue Lysate,
Catalog No. 1306.

CX3CRL1 antibody: Human Spleen Tissue Lysate,
Catalog No. 1306.

CXCR4 antibody: HelLa Cell Lysate, Catalog No. 1201.

DC-SIGN antibody: Human Placenta Tissue Lysate,
Catalog No. 1309.

GPR15 antibody: Human Spleen Tissue Lysate,
Catalog No. 1306.

RELATED PRODUCTS:

Bonzo peptide (NT2), Catalog No. 2209P.
CCR3 peptide (CT), Catalog No. 1105P.
CCRS5 peptide (NT), Catalog No. 1112P.
CCRS8 peptide (EL), Catalog No. 2097P.
CX3CRL1 peptide (NT), Catalog No. 2093P.
CXCR4 peptide (NT), Catalog No. 1009P.
DC-SIGN peptide (ED), Catalog No. 2349P.
GPR15 peptide (NT), Catalog No. 2101P.
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WESTERN BLOT PROTOCOL.:
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1) Load 20 to 25 micrograms of whole cell lysate per
lane in an SDS-PAGE mini gel.

2) Run at 20 mA per gel until the dye front is close to the
bottom.

3) Transfer the proteins to a nitrocellulose membrane at
250 mA in transfer buffer for 1-4 h, depending on the
size of the target protein.

4) Incubate the blot with blocking buffer (5% non-fat dry
milk in TBS) overnight at 4°C or 2 hr at room
temperature (RT).

5) Incubate the blot with primary antibody (diluted 1:250
to 1:1000 in blocking buffer) for 1 hr in blocking buffer at
RT.

6) Wash the blot 3 x 10 min in washing buffer (TBS
containing 0.1% Tween 20) with shaking.

7) Incubate blot with anti-rabbit 1IgG-HRP conjugate
(diluted 1:10,000 -1:20,000 in blocking buffer) for 1 h in
blocking buffer at RT.

8) Wash 3 x 10 min in washing buffer with shaking.

9) Drain washing buffer, add ECL solution and develop
for 1 min.

10) Expose to X-ray film for 1 to 30 min.

MATERIALS NEEDED:

Nitrocellulose membrane
Non-fat dry milk
Tween-20

Antibody detection kit

TBS:
. 125 mM NacCl

25 mM Tris pH 8.0
. 0.1% Tween 20

SDS/Running Buffer:

. 25 mM Tris
. 192 mM Glycine
. 0.1% SDS

Transfer Buffer:

. 20 mM Tris

150 mM Glycine
20% methanol
0.038% SDS



